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TITLE: Thermostable ligase mediated DNA amplification system for the detection ot 
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Human genomic DNA was isolated from 0 . 5 ml whole blood [see PCR Technology, H. A. 
Erlich editor, Stockton Press (1989) pg 36] . Whole blood (0.5 ml) was mixed with 
an equal volume of lysis buffer (10 mM Tris-HCl, pH 7.6, containing 5 mM 
MgCl.sub.2 and 0.32 M sucrose). After a brief centrifugation (1 min at 12,000 rpm 
in an eppendorf desktop centrifuge) , the supernatant was very carefully removed, 
leaving 0.15 to 0.2 ml of supernatant and loosely pelleted nuclei. The pellet was 
resuspended with vortexing in an additional 0.5 ml lysis buffer, nuclei pelleted 
and the supernatant removed as above. This step was repeated three or four times 
until the supernatant was clear or just barely pink. After removal of the final 
supernatant (again leaving about 0.15 to 0.2 ml), 0.25 ml of LCR DNA Buffer 
containing non-ionic detergents (2 0 mM Tris-HCl, pH 7.6, containing 2 mM EDTA and 
0.45% each of non- ionic detergents NP40 and Tween 20) was added. Any excess RNA 
was digested by the addition of 2 .mu.l of 4 mg/ml heat treated RNase A for 15 
min at 37. degree. C. Any proteins were digested by the addition of 5 .mu.l of 10 
mg/ml freshly made Proteinase K and incubation at 50. degree. C. for 1 to 2 hours. 
Proteinase K and RNase A were removed by sequential extractions with phenol, 
phenol /chloroform, chloroform, n-butanol (2. times.) and the nucleic acid 
recovered by precipitation with ethanol . Samples were boiled for 5 min prior to 
use in LCR assays. 
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Human genomic DNA was isolated from 0 . 5 ml whole blood [see PCR Technology, H. A. 
Erlich editor, Stockton Press 1989) pg 36] . Whole blood (0.5 ml) was mixed with 
an equal volume of lysis buffer (10 mM Tris-HCl, pH 7.6, containing 5 mM 
MgCl.sub.2 and 0.32 M sucrose). After a brief centrifugation (1 min at 12,000 rpm 
in an eppendorf desktop centrifuge) , the supernatant was very carefully removed, 
leaving 0.15 to 0.2 ml of supernatant and loosely pelleted nuclei. The pellet was 
resuspended with vortexing in an additional 0.5 ml lysis buffer, nuclei pelleted 
and the supernatant removed as above. This step was repeated three or four times 
until the supernatant was clear or just barely pink. After removal of the final 
supernatant (again leaving about 0.15 to 0.2 ml), 0.25 ml of LCR DNA Buffer 
containing non-ionic detergents (20 mM Tris-HCl, pH 7.6, containing 2 mM EDTA and 
0.45% each of non- ionic detergents NP40 and Tween 20) was added. Any excess RNA 
was digested by the addition of 2 .mu.l of 4 mg/ml heat treated RNase A for 15 
min at 37. degree. C. Any proteins were digested by the addition of 5 .mu.l of 10 
mg/ml freshly made Proteinase K and incubation at 50. degree. C. for 1 to 2 hours. 
Proteinase K and RNase A were removed by sequential extractions with phenol, 
phenol/chloroform, chloroform., n-butanol (2X) and the nucleic acid recovered by 
precipitation with ethanol. Samples were boiled for 5 min prior to use in LCR 
assays . 
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